cells from Itgav flox/+ : cd19-cre mice was analyzed by southern blot to identify wild type, floxed and deleted alleles of the Itgav gene. The floxed allele was replaced by the deleted allele in B220 + B cells. (d) FACS analysis of spleen and peritoneal B cells from αv-CD19 mice and controls, stained for B220 and αvβ3. Cells were gated on B220 + and B220 -cells as indicated for spleen cell staining; similar gating was used in peritoneal cells. αvβ3 staining was selectively lost in B220 + cells from αv-CD19 mice (blue histograms) compared with controls (red histograms). Similar results were seen in 3 independent experiments. . In all cases, specific protein bands were first normalized to actin or LSD1 (for cytoplasmic and nuclear proteins respectively) to control for total protein recovery and loading between samples. Corrected protein levels were then expressed as a percentage of total signal on the western blot to allow comparison between experiments. Data shown are mean and individual values (pIKK) or mean ± sd (NF-κB, IRF7) for n ≥ 3 independent experiments, and analyses include western blots presented in Figure 5 . *, significantly different from corresponding control, p<0.05, Student's t-test. (Fig. 5g) (a) , nuclear NF-κB, IRF7 and LSD1 (Fig. 5h) (b) and nuclear NF-κB and LSD1 (Fig. 5k After staining cells were incubated at 37˚C in normal growth medium with or without CpG stimulation, during which time surface αv is internalized. Antibody internalized into neutral compartments will retain fluorescence, whereas internalization to acidic vacuoles will result in quenching of FITC fluorescence. (d) At 10-120 minutes after incubation, cells were washed with cold acidic wash buffer to remove and quench cell surface antibodies binding αv. Cells were analysed to measure αv internalized into neutral endosomal compartments. (e) Cells were re-suspended in neutral PBS with triton. This permeabilizes cell membrane and neutralizes pH in internal vacuoles, revealing FITC fluorescence in acidic compartments. Cells can be analyzed for total internalized integrin.
Supplementary

